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I, Ana Isabel Sai)z Motinero, do hereby declare and say as follows: 

1. 1 have review©^ the above-identified application, including the claims. I have 

also considered the documents listed herein. I am the inventor of the subject matter 

claimed in the above-identified application. 

2. 1 copy of my Curriculum Vitae is attached. 

3. I am familiar vith the evidence submitted to the U.S. Patent Office in the 
above on November 18.12008. I have been advised by the assignee's U.S. 
representative that the i|s. Patent Office representative examining the above has 
invited the applicants to present the evidence in the form of a Declaration. The present 
paper is being filed in response to this invitation. 

4. I have produced the following evidence or had the evidence produced under 
my direction. 
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* ' 5. Example A - AtSTZparalogl: SEQ ID NO: 26 under the control of constitutive 

I 

promoter GOS2 \ 

A ONA rragmentjencoding a 2XC2H2 protein represented in the application as 
filed by SEQ ID NO: 27jwas isolated from an Arabtdapsis thaliana seedling cDNA library 
(Invitrogen, Paisley, UKj) by PGR amplification and subsequent cloning in an entry clone 
vector according to the jpnethods described in Example 1 of the present application. 
SEQ ID NO: 27 polypeptide was encoded by the longest open reading frame of SEQ !D 
NO: 26 (AtSTZparaloglj). 

The primers use<jl for the PGR amplification were as follows: 

Forward primer: Ggggaca|pgtttgtacaaaaaagcaggcttaaaeaatggccctcgaagcg 
Reverse primer: Ggggaccjpctttgtacaagaaagctgggttcgagtattagatmtaaagataaatc 

The entry clone |as subsequently used in an LR reaction with a destination 

vector used for rice transformation to generate the plant expression vector 

pGOS2::AtSTZparaiogtt The constitutive promoter, GOS2, was mentioned in Table 10 

on page 48 of the application as filed as being a promoter useful in the methods of the 

invention. 

Phenotypic characterization of the transformed plants was carried out essentially 
as described in Exampl^ 3 of the present application. The results are shown in Table I 
below, I 

Table I: Results of phenotypic characterization of T2 rice plants transformed with 
pGOS2::AtSTZparalogl] 



i pGOS2::AiST2paraioo1 


IParameter 

! 


% increase in the transgenic 
plants compared to the 
nuilvzygous plants 
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aground 




pGOS2;;AtSfZpsraiog1 



Ifotai number 
seeds 



:cd filing 



llowers per 
1 mlcie 



Day; 



lays to 
coring 



% increase in the transgenic 
plants compared to the 
nuliyzytjous plant s 



The above results jshow that overexpression of the nucleic acid represented by SEQ ID 
NO: 27 (encoding the 2X^2H2 zinc finger protein represented by SEQ ID NO 26) under the 
control of a constitutive prj>moter (GOS2) gives: 

Increased plant yielld {in the form of increased root area, total seed weight, total number 
of seeds, number of filled seeds, seed filling rate, flowers per panicle and harvest index); 

increased leaf surface area (as manifested by increased aboveground area); and 

i 

Prolonged vegetative growth (where the time to flower was on average 4% longer in 
transgenic plants compared to corresponding nuliyzygous plants). 



6. Example B - AjSTZparaiogl : SEQ ID NO: 26 under the control of seed- 
specific promoter prolaniiin 
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A DMA fragmentlencoding a 2XC2H2 protein represented by SEQ ID NO: 27 was 

I 

isolated from an Arabid^psis thaliana seedling cDNA library (invitrogen, Paisley, UK) by 
PCR amplification and Subsequent cloning in an entry done vector according to the 
methods described in Example 1 of the present application. SEQ ID NO: 27 
polypeptide was encoded by the longest open reading frame of SEQ ID NO: 26 

(AtSTZparalogl). : 

1 

The primers usec-l for the PCR amplification were as follows: 

Forward primer: Ggggacalagtttgtacaaaaaagcaggcttaaacaatggccctcgaagcg 
Reverse primer: Ggggaccbctttgtacaagaaagctgggttcgagtattagatttttaaagataaatc 

The entry done was subsequently used in an LR reaction with a destination 
vectors used for rice tra isformatton to generate the plant expression vector 
pPROLAMIN::AtSTZparalog1. The seed-specific promoter, prolarnin, was mentioned in 
Table 10 on page 48 of Jhe application as filed as being a promoter useful in the 
methods of the inventiorji. 

Phenotypic characterization of the transformed plants was carried out essentially 
as described in Example 3 of the present application. The results are shown in Table II 
below. 

Table II: Results 



|>f phenotypic characterization of T2 rice plants transformed with 



pPROLAMIN::AtSTZparcplog1 . 





pPROLAMIN::AtSTZparaloq1 




'arameter 


% increase In the transgenic 
plants compared to the 
nuliyzyqous plants 


1 


joveground 


4 




>tal Seed 
eight 


8 



.4. 
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pPROLAMIN: :At STZparalofl1 



Number of 
i lied seeds 



Parameter 



% increase in the transgenic 

plants compared to the 
nujiyzy gous plants 



7 



fotal number 
if seeds 



5 



If lowers per 
$anicie 



4 



harvest 
iihdex 



5 



The above results show that overexpression of the nucleic acid represented by 



SEQ ID NO: 27 (encoding the 2XC2H2 zinc finger protein represented by SEQ !D NO 
26) under the control of a seed-specific promoter (prolamin) gives: 

Increased plant >ield (in the form of increased aboveground area, total seed 
weight, total number of fjeeds, number of filled seeds, flowers per panicle and harvest 
index); and 

Increased leaf surface area (as manifested by increased aboveground area). 

7. Example C - <|sSTZ(orthofog): SEQ ID NO: 36 under the control of root- 
specific promoter RCc3 ! 

A DNA fragment |omprising the coding region of SEQ ID NO 36 was PCR 
amplified and cloned usihg methods essentially as described in the Examples section of 
the present application, j 

The primers used! for the PCR amplification were as follows: 

Forward primer; ggggacaabtttgtacaaaaaagcaggcttaaacaatgtcgagcgcgtcgt 
Reverse primer: ggggacca|;tttgtacaagaaagc*gggtctfgaattacgcggtgagaag 



-5- 
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A plant transformation vector carrying the coding region of SEQ ID NO 36 under 

ji 

the control of the root specific promoter, RCcS, was made, giving construct CD10315 

described in Table 9 onjipage 47 of the present application. Agrobateriurn-mediated 

l| 

transformation of rice plants was carried out to generate transgenic rice plants carrying 
the construct CD10315J 

The results of the phenotypic evaluation of the CD1Q315-transgenic plants of the 
T2 generation are showh in Table HI below. 

Table III: Results of phenotypic characterization of T2 rice plants transformed 
with pRCc3;:OsST2orthDlog. 



A'boveground 
aba, 



(Parameter 



Seed 

l/V foght 



Niimbor of 
filjed seeds 



Sfeed filling 



Ttjital number 
oilseeds 



Harvest 
njlex 



CD1 031 5 plants" " 



% increase in the transgenic 
plante compared to the 
_.nullyzy8ous plants 



The above results] show that overexpression of a nucleic acid encoding the 
2XC2H2 zinc finger proton represented by SEQ ID NO 36) under the control of a root- 
specific promoter (RCc3,s gives: 



1481672 



2B-MAY-2008 11:29 Fr om; CROPDESIGN NU 



00329S415089 



To:0001?03S164100 



p.ene 



X'V^ Ann Isabel SANZ MOLfNERO 

\ / • ; ' Application No. 1 0/537,B87 
/. ^ Rule 1 32 DECLARATION 

increased plant |ield (in the form of increased aboveground area, root area, total 
seed weight, total numriler of seeds, number of riiied seeds, seed filling rate and harvest 
index); and i 

Increased leaf surface area (as manifested by increased aboveground area). 



8, Example D - AtSTZparalog2: SEQ ID NO:28 under the control of the beta- 
expansine EXPB9 (PR<f061 2) 
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A ONA frafjment enccmi| 9 a 2XC2H2 protein representors in the appltcation as filed by SEQ iD 
NO' 23 was isolated frc|n an Arshttopsis thatiana seedling cDNA library (Invitrogen, Paisley. 
UK) by PCR amplification and subsequent cloning in an entry clone vector according to the 
methods descried in Example 1 of the presanl application. SEQ ID NO' 29 polypeptide was 
encoded by this longest <|pan reading fruirm of SEQ ID NO: 28 (AtSTZperalog2). 
S 

The primers used for tliejjPCR amplification warn as follows. 
Forward primer: j 

qqggacaag tttjgt acaaaaaageagee 1 1 sisucaa tgfjeace tgaaact at sac t 
Reverss primer: i 

cjcjya^wcact etjgt aaaagaaagctgggttt cctaggt tfcaerjft ttaggg 

Ths entry clone was suto|equert«y used In an LR reaction with a destination vector ua«d for rice 
transformation to generate she plant expression vector pEXPB9::AtSTZparalog2. The PCR 
amplified DNA fregmenl|d was operably linked to tha promoter PR0061_2 (pEXPB9: beta- 
expansme EXPB9), whiof. is described In Table 1(1 in Table 10 on page 46 of the application as 
Iliad { 

Phenotypic characteriaatibn of tha transformed plants was carried out essentially as described In 
Example 3 of the presentjjapplicatioa The results are shown in Table I below. 

Table I: Results of isotypic dwacterizatton ef T1 rice plants transformed with 
pEXPS9::AtSTZparalog2| 



peXPB9::AtaTZparalOQ2 ~~ 1 


Parametef 

NumbeF^fffilod seed*" 


% increase in the transgenic plants 
compared to the nutlyzygous plants 


6.2 


Seed filirjfe rate 


3,4 " 1 
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The above results 
(encoding ihc 2XC2H2 
promoter expressed in 
shown by the increase t 
(proportion of filled 
in the harvest index and 



I hereby declare 
and that afl statements 
further that these stater 
and the like so made 
1001 of Title 18 of the 
jeopardize the validity 



an 



overenpressicn of the nucleic ack( represented by SEQ ID NO; 23 
i inc ftnger protein represented l>y SEQ ID NO 29) under the control of a 
/oung expanding tissues (pEXF9) gives an increase, in plant yield a 
tho number of filled seeds, the increase in the seed filing rate 
respect to ttw total number of seeds harvest Ad per plant. Increased 
the increase in the number of panicles per plont. 



i that ail statements made herein of my own knowledge are true 
nade on information and belief are believed to be true; and 

were made with the knowledge that willful false statements 
punishable by fine or imprisonment, or both, under Section 
t nited States Code and that such willful false statements may 
the application or any patent issued thereon. 



Signed this 20 jday of // c y , 2009. 

| F f 

(Signature) /'/, I kX,„J 



(print name) Ana Isabel! Sanz Molinero 
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